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m m m 

^h(Dn-mt^ ^mm-^. mm^^^2-^^4-:r^yyYm. yr-^J^'f 

[0003] ^mKMmi\-i.. 9:y^^^^'^^WiiE(n>^W^^^^<o^m^^i^m-h^\^\^ 
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60 =ir^*:6<J(vl(i. )^:)j(D^^^y<^n^tt^^'it^ ^(Om. thi^tt!^i.X<^m(D^>' 

m'B-w-^>'^^^M(D:^^v—=^>i^ia'immx^fj:\^\ i^m(Di^i^-r/^BM^ 

[0005] j;oT. t^jfeo^iJ'y— ^:/^';^&-e{*. m!^\^X(o^yy'r/i-m^(D:::<—m(Dm 

m^^^i^mm^mm^^^^^mm^iit^mtL-x(D-^m^(Dh^rfm^m%-r 
^^(Dmwi:m^tfd:^t^^x^^.^i\.h(Dm^'^<Dm^^^y-^yi^^m^i^m^ 

[0006] — ±is;^i5'y— =^^^?^^^^^^:^ov^Tie^^M^$tl^v^>sv^;5>?'^>5'>'y^°^®<l^^^^ 

m\a-±. 'P'^^m^^shLmmm^M (Reticulocyte Lysate)/65g,<^v^^tV-CV^fCo 
b;&^b. :^aa. =iA=¥K^il^Jia^(Wheat Germ ExtrsiCt) (D^^^itmm<DmPM 

^fs:^i^^<^M^m^mm^tix\,^^($¥Wff'xmi) (ii#rF:s:i^ii-3)o 
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[0007] WWXmi : #^2000-236896^^ 
WWXm : #M2002-125693^^ 
^WXm : #M2002-204689^^ 

#^#fF:Stiltl : Proc.Natl.Acad.Sci.USA,99: 14652-14657(2002) 

5tJ^J5fe5bLfCo ^f^f-. ^6tl*fflJiStttti^^S:fflV>f:iin vitro ^^V—^>-^:fjm^. in 

vivoT'fc-5M6^»^T'0^y;^f-i5'>'^^°i5^K{cil9 § I #®;i^ixsi'^>ffi J- J;o-c^'fb 
[0010] i-j^cet?-^^l§0J(iiiJiTJ;'9;:e5o 
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2. mmm^>'y<^n^^^m7!>K mA'r^m%m^i3xui&^'^(D^i^y<^M'^ 

3)t^F^^^#: 
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[0013] :^mm(D^-'mTM(Dm. mi3i^titchV:ff—^>'^<^Mtmhm—(Dm^tfj:^ 



wo 2005/035780 



6 



PCT/JP2004/015122 



mmmmm^m. nm^mmwm. -^^v-^^iym. ^r-^^-rKm. m^^-y^m'm. 
[0014] zL(D^ofmm^mm\^. mwM^Kx. ■^m^x.Kim^L-tcmm^m-bKtmr^ 
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[0016] hv^-'^>'^<^m^x^^\^i&^^Mi^mKx^xm^t^^i'f^mm<^wniPiib 

m^^:i(D'^pxmM^ti^<^x\ mmYfmi^x^mt(D7^m^'^mt-r^o :^^mx 

^t-r^^^i-i. ^A^(D:hh<4>^^^^it^m'^mx:h'o. ^thhm)m^mw. 2) 
Mi^. ^mmi\:.^m^X'oxmm^\^^nfc<£k^(D^m^!t^m-rnt£x<!ii^\z.m:^^ 

[0017] ^/c. ±m(DXoti:mitxnfj:<. h]):ff~^i^^<^m^X'0^\^m^^ti^i^mKX-D 

So 

^r^tb-sf^ffi i:iXoxmt^^i-f?>mm<iiio'K<Dmwit. :^^m<D^^v-=-:^i^:ff 

mXcDm^Wit^itm-t^o rtbiclj;t). :$:fg0J(^M6^Mttm«^^fflV>fcin vitro 

in wivoXh^m^mm^X(Dh'J:ff~^>'^<i^Mi^X^^\^^ 
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3) h])^-^>'^<i^w:tm^mm^mm^^m^'^^o 

o 

y<^mi^^^xBm^^nti^Mt>^^n^o 
[0020] 7|s:^0j(7);^i^y— :=^Vi/5^(i. mmn-^^-r;vm.^<Dum^Wu.x\t^w. 

^ri-fKU-fe^i?— ^;65^!l^$tL^o ^JlSMS^f*:-^?fcn(^. EGFR( 

Epidermal growth factor receptor) -^c-Met (hepatocyte growth factor receptor) ^ 

6 iS'>'^^i5^K^#5ti-5ri:;dStb5l55„ y>'^^kf*. f^^i*. ii^-fifeS^^.fctJ^^^^b'^^^* 
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[0022] Vi^mt 7f>m:^^m^\-is ^=^^/u^—(D^:^:^])/^M7!)^:f^T4:^^i — if-l:^ 
vxT'fy-yiy^Vi^m^^ (atp) f)>h^m<D^>'^<^Wi^^^-f-^o -zf-ay-y^^y^ 

^titc^i^^<i^M^^h:f^'r4>:^p^yT^—'^i^x^xmmm^i-i-r-r:itjb^^^ 
[0023] :ruy^^>^^-r—'^i-x. mmmWi^^^^xmwj:^^m^^-^x^^^:Ltii^htix 

yuy'^>^i-—\i<DXm:dm^<(Dm^i3XXJ^mM{::m^\^X\,^^:it. fct 

^^ti-y^^^-r—^(Dm^^mi!)^^<<DmMS^\^^^'t^(^8it. Med. 2: 561-66, 
(1996)) o •^uT^>'^-^—^\i^m^i^^-f-Mchm^l^X^^^o 

—mfi:t^<D\,^<^^><Dmn.Khm^i^x\^^^o 

[0024] ±B&-:fr:''r4:y^-)-—'^nUT<D6mi!)^W\^^tiX\f^^o iD^^^^Vy—'^^i — 

v^^yvdf^^— ifl, (5);{7/V'^v>^y>'=3{^^— tflK (6) i7/l'^v^3.yi^=3f-3hv— 6 
mm ^(D(5) tS)V^i/=^^) l^^-r—^ll (CaMKIl) i-i. v^^y ^ (CaM) ^^^itL 
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[0025] :^^0J-e#^$ttSli^i^«<Z)mf*trM^cC^S^J^^ia^^ mW) (Dp^i^V-^^i^^ 

i^mn(omwmm^\i^m^m^'^t'm vitro ^iJ^y— in vivo-t? 

i^y<^m^. mm^'^>^<^w:^f^Mx^B'i^'^0.x^^z.tx$^^. mmm^:^^^ 
fi> nmz.^nm(OY))is—^^-y^<'^w^^WL\z.^mrr^^tii^x^^(Dx% ^^^y^jv 
[0027] -^mm\m\^hn^h')^-^>'^<^m't. mm. mm. m±m. a^T-m^m^t 

[0028] ii)mfmm^>'^<i^n'^s^M(Dmm 
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'7-^mmmci^^'^wmm^^himMvxs.}t^^mh(D (rtv^gAT r^i^jjs^ 
[0029] :^mm{^m^^hti^mms^^>^<i^M^i^^t\.xi-i. i^mmm(Du^m. mm 

^^^^ Pratt, J.M.etal., Transcription and Translation,Hames,179-209,B.D.& 
Higgins, S.J..eds .IRLPress,Oxford(1984){J:|5ffe(^;^?£^{c2pCTp®l-r5w^^>t? 

[0030] ni9k(OMmS^^>'^<^W'^^Mtl.Xi-i. ±mM^^Oh<Oi-i, E.coli S30 extract 
system (Promega^±ji^)tRTS 500 RapidTranslation System (Roche1±j^) #;65#tfb 
tl^ ^•^^^^^0ik^^M<D^(Oi-tRabhit Reticulocyte Lysate Sytem (Promega^tW 

[0031] :$:mmi<^m^^htl^=^M.^m^i^mm^^m-iPROTElOS^iTOYOBO^±m) 

='j>>^mwi^mm<Dmm^t\^xit. =^M^^m^(Dmm:ifW:tvx. m^tt 

Johnston.F.B.et al.,Nature, 179,160-161(1957){e:|E4fe(75;^fe^3d5>^V^^tt. ^fc^ 

m\^tcmm^h(D:=^^^m^mmm^^m(Dmm:fj^ti.xi^.m^i'i. 

Erickson,A.H.et al.,(1996)Meth.In Enzymol., 96.38-50^tC|BgcC^;&'&S:fflV>5;ii: 
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m<D, mRNA. tRNA. |iiRi?'>'^-?i5'Kia^^^!J7j<y-^^lC'f^ffib-C^c^^tg^«l^J 
. ®3t^(260. 280, 320 nm)^W\M-r^^tl,^X^nm^tl^h(DX;h^o 

[0034] (2) =t A^K^ttm#J-^^?^3?»^fe<^^l9^tt#ilC<^<g;i^^b 
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[0035] {3)^mw±m(D^^ 

[0036] (4) =^j>.^mm^mm-^^m(Dmm\^^iir^^^^^^^^Kmmn(D^^:)jm 
},:i^\,^xi&^^'^mm<^W(Dm^x.u^i}n^^:iti^^^.xwi^v\^^m^^^ 

t^X^^. Mci^^M, ^^msO, 000-14, 000&.r. ^yF^U<fil4, 000i^JLT<^ 
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[0037] mm^^^^ii^'f-^mm'mn<Dm^mmm\^^^mmmt\^x\t. 50. 000-- 

12, ooo(DW^^^^m:^'r^-^(D-b^mfhf\.^. M.'^ma-i.m^'^i-mi^, 000 

— 14, OOOOff^-fe/Vn— ;j?.i^(Viskase Sales,ChicagoM)^s l^*^^^*50, 000 
(Z^^^^iJ'h^/'^Te (SPECTRUM LABOTRATORIES INC.,CA.USASi)^^W^b< 

[0038] w^^^mmmm(ow.=^^non. ^j>^^m^^\^m'^^m\z.yfm'^^'M^ 

mm^^m^^^ ^i-immRjtMm(D^M^t(DM.i$^^^j::^mt\.xit. ±mi.fci& 
ti^^^^iM^i m^-r^^ti>h^) ^^tsmmti.xffo^m^mfhth^o 

j^jU^^Dl^mit-^i'i^tVXi'i, ATP;65$f^b<fflV^btL5o ^fc. $f^b<{*. ATP 

^GTP. $^tc:^?^L<{^ATP. GTP. Rxj^2omm(DT^ym^ts^^^xnoo 

[0039] :Ltih(r>^i^it^ f'l^^'^^M^^mmu -o-^^^-hvfcn. m^<s5>^^pi 
m(D^^t:m^thx^^o ^m^mi^-h^mM^^mMvx:isifi-£^ m^^i^ 
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[0040] ^mtj^^(DmMm. Ru^'^it^mmmtvxit. ='j^^m^^m^^^^<D 

m^m\^^^^ii^^^mm<mm(DW>^iLn^nom^\^^^^x\t^ ^(d 

x3oji^—mm^^±.(Dm^^ffo^m^t^m\fh^^. ^^m^ffom^(Dum±. 
m.x^fimmf£^^<Dx-h-yxhi:\\ ^.w-mat. ^^m.m.h\.x\-x. ^mtm 

^l^i;i^^#^-^;t^=^v ^?fi^(DPS#-^?fe^40°C, 0^L<fi38'C-efc5c 

[0042] ^fc. j&^^^mmmmM(Dm^^=^j>^^m^mmm^^mt\.xmm\^fcm^ 

[0043] (5) =ij>.^m^i^mm^^m(Dm7tmmm(D^m:ffm 

^M.^m^mmm^^m^^^n^m7i.M(Dmm^^m^^xmmm^>'^<i^M 



wo 2005/035780 



16 



PCT/JP2004/015122 



^(DM:^mm7!)K 0. 1-0. 2mMl,^m.m^iv?>o $e>i-> 

[0044] m7cm(Dmmmm^m(Dm^mt\^xi-i. mi^mmi-^t^^^^^K m^i^. ^yy^f\^y^ 
m(DmmRjt^mm^i^:^^^y'ih^w-^^^Rit^^mm-r^mm^m\ivm^xmm 
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[0045] Mci^^fm7bM(Dis.m:f7mtvxn. jItc^jst^^^^^ V ^=^j>.^m^mmm^m^ 
mt-r^fci^. mmm::^<D^m>hm7c^\^m'o^<:^m^xmmx-h^o ^^^^ 
[0046] (6mmRft^^^(Dmm 

[0047] mmRit^^mmmti^x. mnt^j^^r^ym. ^i^^w^-m. #® 

^v=t^/u^ 3', 5'-cAMP. mmm. m,mmm^mifhti^o ■t.tc ^tt^ti^^« 

. ATP^LTfilOO u M— 0. 5mM. GTP{t25/i M— ImM, 20mM(DT^ymtV 

xi-i^ti^^ti25nM—5mM^i^t\.^xoi^mii\i-r^^tmi--^i.^\ mm 
s.}t^m^}t^\:^xm'^m^\^xm^^t>'^xm^^^^t:d^xt^o Md^miM. 

K#^^ffl^^S^fflV^fc#'a'^-^*. 20mM HEPES-KOHCpH?. 6), lOOvaMmn^:^])^ 
#0. 3mMLMT^/^20a®. 4mMi/5=-^;^WHwK 1. 2mMATP(fn3tM 
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) . lOOOU/mlRnase inhibiter (TAKARA^±$S) , 40 n ^/ral-^UT^ly^'f—'^ ( 

m\^xv)m.'&^fh^h<Dx\-tf^\\ 

mmm i 

[0050] mum^^^y^^w.'^j^ 

(1) 3 A^lS^tft Wr^CD« 

■C^/WCFritschtt^: Rotor Speed MUl pulverisettel4M) {il^:3!jPL. lU^^S, 000 
XO. 7-1. OOmm)^[l]ltRbfc=^. Eg^^{b^l^.i:v'^5^^-^dr1^:/(D?M'^^g (^»it 

^m±^nnm)^m\^^x^ iik(DWo. ^m<oimt^^nm\.xmM^m':^t^^mf 
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(2048®^) Srffl V ^fCo 

m)P40(oo. 5mm%mm.iimMu m^m^^m^m\^^xmi^m^>Bmi.^j:<fj: 
^t.xm^L,x=ij>^^m^^"SsUr(Dmi^^4x:xn'^ti. 

^?^UfcK^mM*{-*fU-C2{^^»(^ttai^^(80mM HEPES-KOH pH7. 

8, 200mM@^®?:>&y'>i=.. lOmMg^^-^iJ^^-^l^i^. 8mMv^^;^;^Wh— /l^. (^0. 

— ^fflV>, 5, 000—20, 000rpm-e30#^-f o3lHl(^K^<Z)PSJ£fiS^S:fTofCo r 
(DTjN^i;?^— h;6^b. ii?3g]^'L>m^Srfflv>/c30, 000 Xg. 30:$>ra(D3iiij>t:iJ;«9#btv 

r(Z>a?^^fcb/i)^Ci6^?SC40mM HEPES-KOH(pH7. 8), ^n^^HlOO 
mMi^^:*y5'A, SmMi^^-^iJ'^v'I^A, 8mMv?^::<i-^U'-Yh— ^0. 3mM(D20 

y/P53^^tTo/Co #e>tbfc5?^^. S^30, 000 Xg, 305>ra(D^>il>b. HURLfc 
-h^c^^gS^s A260nm;6S90— 150(A260/A280=1. 4—1. 6)[CiiSbfc:o 
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m^nfc^^^y<i^m^^m=^j^^m^i^mi^^^m^20mM hepes-koh (ph?. 

6). lOOmUmmi^V^J^. 2. eSmMf^^-^^^i/li^iN^ 0. SSOmM^^^/l^^^^VC 

/V, 1. 2mMATP(fq^Mmi±^)> 0. 25mMGTP(fn^j^m^iJS) . 16mMi^U 
T^:^]}>'mi^tftHM^±M) > lOOOU/mlRnase inhibitor (TAKARAl±^) . 400 n 

[0051] <a)un-mm.(Dmntmii 

#-^2)^fflv^T. Biochain^±McDNA(»jii> BB. mmm^m^m 

CaMKII 6 jt^^^ (GenBANK Accsession No. AF071569)^fflV>-C> split^-T^PCR 
^(Sawasaki.T. et al, PNAS, vol.99, 14652-14657, 2002)^ffiV^-C. fe^^MSr^ 
llbfcio ^llUfcCaMKlI 6 PCRmH^^m^mMtU in vitrote^Sr^TofCo ^^f^ 

^i^^LTSO mM Hepes-KOH, 16 mMg^^-^^^^v^-^i^. 2 mM:^^/^^v^^ ^ 
^.7^i?h::i>^^;f±^), 10 mM DTT, 3 mM NT? i^^mM^±M) , 1 U/^l SP6 RNA 
polymerase, 1 U/^xl Rnase Inhibitor (TAKARAl±^)^^IP;t. SOju L?rliM 

^^-fr/Co mhtlfcmRNA(D^Uyh±m^50 n LcD±|S (1) cO^i Adf'K^Extract ( 

[0052] (3) tl:i?^(^MJ^flai5'://N°i^K'a'^5^ (^*ff&) KSi^^-^y^^'^^J^ 

^Wrfe^fflV^TCaMKII 6 ^?>'/N°i5'S(D'^^^fTo/Co ±IE(l)-ele$S$^^fc=IA:¥ 

m^^mm^^m^Mm^t^^'^^^ (O.DJ (A260) ;eiS60}C/i5J:5l-;DBx./ci5^^^ 

^^°^^^K'^^>lS^£:^K(^i^^*ttft)i^^i^-c^ 30 mM hepes-koh (pHT.s) . loo mM 

^^tl^)^J^^ 2.7 mMg^^'^^^'>'!>i^^ 0.4 mM>^^/^^i^i^(■:^;&^^•7^i5'^=^:=<. 
ttM) . ^0.25 mM LMT5/^20m^^ 2.5 mMi^^;^;^Wh— /K 1.2 mM ATP, 
0.25 mM OTP, 16 mU^UT^^^T^m{^Si%Pm\±U) . ^00 u g/ml ^^T^Ty^-T 
-if (RochettSSt) ) 50 tx \\^. ±IB (2) T'ISMbfcCaMKIl 6 mRNA^ll®bfCo 
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W^. M^:^^y':^y!WCO 12000(Bio Tech^iM)i^Mi:^fCo •^/i'=^J^^^KM^^W( 
^tl^thMcfi^^^X\ 30 mM HEPES-KOH(pH7.8) . 100 mMW^^:^])^J^. 2.7 mM 
f^^-Vi/^^>v^r>A, 0.4mM;^-</l/5v=>-(-^;^7^^-Xi^h-i^^1±M). ^0.25 mM LM 
T^y^20W^. 2.5 mMv?^;t;^l/-<h— 1.2 mM ATP, 0.25 mM GTP> 16 mM ^ 

^il^ij 2 

[0053] (1) CaMKII 6 ^hy;5f— ^LT>ffiV>fc:HeLa^llSliffi?^<DT5/-fe^ 

^pafl&^lr-fe/^^iJ^l^— /-^—"C/S^i^^i^. PBS(-){137 mM NaCl, 8.1 mM Na HPO , 2.68 

2 4 

mM KCl, 1.47 mM KH PO }7i^20TnLA^fc50mLjM'b^i^Afl. (3,000 rpm, 

2 4 

2 min, 4°C)^. _b?f^^T. ff/c{c:JP;tfc20mLPBS(-)T-M-^-5s'il^^3tl],#f9Mb 
j!fc#bfCo #btl.fc*fflfla4^^20mLPBS(-)T*SM®b, ImL-f Ol.SmL^^— 

it 'L^ (15,000 rpm, 3 min, 4X:)U ±m^^X. -80^T*<JS:#bfCo Rlt^ia^i 
3i^^^U-C*3V^fc^^-:/10:$:^^lO(7)m^4i:b-CffiV\ mM'^. ^^(1^(15,000 
rpm, 5 min, 4°C) ±?f ^T^f-^lpl^t, 10 L(D^pajia^*tti^^5/:7T— {50 mM 
Tris-Hcl(pH7.5), 1 mM EDTA, 6 mM /S -p<>'l';«7>^ba^i?y— /W}-eS^?S^, ^W^^ 

i^^ti?). IxReaction Buffer{50 mM Trisit^ (pH7.6) . 10 mM :^^-^i/^v"^7i», 

0.5 mM v^^:^->!>Wh— /V}-e¥#^bUfc-fe:77'T':y^;^G-25;^/^i=s^fflV>-C/-^2/7 
T—(D^^i6XXJ^f^mi±(Di&^^it^!l^^^^U 15,000rpm l^P^cT^il^L^^tf 

[0054] (2) HeLa5^Jiattm?S^SKi:b:rcCaMKII 5 (c:J;5y>'^^bSJ^: 

HeLaJMJiatta:J?^3/iK 5xActivation Buffer (5mM:^'fb;^>'l'^^!j7 A, 5/x MfchF^SJlS 
•^jV^7^=i.T^(,T^^''^M±) > 0.05mg/mllJ7VjfiL^ry^:/^>')2/z U ImM ATPl fi 1 
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^ IxReaction Bufferl ju U 10%Protease inhibitor Cocktail (v^i/-^ K#-§- P8340 
. 100%Protease inhibitor Cocktail^lxReaction BufFer<SrffiV^-C10f&^fRJclj:l9'f^^ 

30°C. 205^^^(D:7°W>'=3r^^— >3>'^ffofCo ^(DRJt^m^. Ix 
Reaction Buffer Xnom^^Vtci y - 'P]ATP1 n l^^PXL. ^M^lOfiltU 30°C. 20 

[0055] mH^. l^TcSDS-PAGEm^^Kx^^^^^bfCo M*fflJiai5'>'^-^i5'®'a-^^-e# 

tbfcii^^fcKnU^l^^iJ'^J'— If (DHFR. U—l^3, 4)^3>'ht3— /V^bfCo ^^jtc. 
CaMKII 6 if?g'|4f^oV^T{t. Activation Buffer (;^7/Viy'>-^. ;^7/^'=eT''3-i; 

t^^fz., ror^ft. =3i^dE^K^^^m^fc5V^fiHeLa^lla^*m^S^S5c5|5#i-6^?H4 
f^J:5y>'^'fkf*^^5/i^i^7'»'KS^-efeSri^^i-o CaMKII 6 ^iP;tfci^'^, 
Activation Buffer#?£Ti-*5V ^T. ^a!g(Z)®*^£/^^K;J>^m^^ttfc(|im^^Rl) 
o rtbe>(^/^:/KfiActivation Buffe^#^#ST^-*3V^-Cf*m^$>'5V^«^<J^eoTV^ 

fCo r<7)rt{i, CaMKII 5 3a5;i77Uv'r>^^fc{i;57/l'^7^^y>'^fe#6<J{C=^-^— 

^^^-r•5i^^^u-cv^-5o 5^^*/^5:^(D^M^^>'K«caMKii 6 i#-efc2)o ^ 

c7)ftfeO^-^>'M:iCaMKII 6 (D^mKii-^X)):^mt^^fzMM^\i^m'¥<D^^^y<^n 

[0056] m2x\-mm<DKj!^^^"<7-^ftMiK. Kj^M^2^7tnM.^Wixmmvk.h(D^7Ti\^ 

fCo |212A{±. Activation Bufrer##^ST, lll2Bfi. Activation Buffer^^T'CSff? 
^fto/ct><7). m2C\-t. CaMKII 6 (^f<it3>9(ilDHFR^ffiV^/ct><^-efcSo A, GT'^ 
^$tl/c;^^5'bf*^ = Ad^K^I* W?^fc5V >{*HeLa^fflJiatttti?K:655c5l5W-rS^tt 

CaMKII 6 (Df^fflt;i<};oTy:/^'fb$tL;fcmttl±l?^^<^i5':/^'^^K-efc5^#;t^ 
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[0057] mi, 2{C*3V^-C. CaMKII 6 (D^^TK^ti^^tltc])l^^i[:'$'>'^<^WiM. 

CaMKII 6 \^mMi^Vl^mit^tltii>(D, ^TCaMKII 6 {ZVl^mit^tlti^tKi:^^ 

m^V>mt^tltii^<D7!)^-^i^t\^X\^^^o — CaMKII 5 #^#^TfeSV^^iCaMKII 
6 <D^'t4^5+5>jc|§#-e^;^^V>^# (Activation Bufrei-)(^^-^?^ttti$:ixfcy:/^ 
^t^>y<^m-i. CaMKII 6 (^^1^^>^Cf^ffl(cj;i9liJiy>'^'fk$n/::t.(0. -r^fe^b*? 

CaMKII 6 {cmm^hv<nmmm^v>mit:^f\^fc'^^. ^-y^yr^—^m^^mn 

:^mm(D:lumi,^X^. CaMKlI 8 ;J|SHeLa^Jl^ttffii^(-^bT®rb 

[0058] (1) CaMKII 5 icX'0])'^m^t^tlt:.HeLan^^^^>^<^M<^\^^ 

^^yh^21^7tm,%^m^hm'0mU hV^^»^m^. MALDI-TOFMS-C^^^K 

^ ;^7J^5'hA^i:elF4B^>'^'^^J'K^ ^^^Ki/hBfistres-induced phosphoprotein 1 (STIPI) 

[0059] (2) l^^$n/cite^(Dfe^0IM(Oi^M^|ffim 

1 X 10^fli(DHeLa|pajlSlil^b-Cl ml(7)TRIzol(invitrogen) ^*Dx.. TRIzoHvl^'f^^ 
tt-CV^S>^nh=t— /V^ilt^^V^. RNA^imC^^iSlOOng/ ^U^tfofdo j^fe^^J^? 
fi^ TaqMan reverse transcription reagents(Roche)^MV'»TtTV'», HeLa cDNA^PI 

:7"9^^— (gB?lJ#-^4^iB^iJ#-^6)^ffiV>T. _h|ST'#btLfc:HeLa cDNA^^^ 
i^lPCRj*}^ it^itiliSb, pT7-Blue ^i^^^—f^iJ'n— ^>'i?'LfceIF4B 

it-fe^CGenBank Accession No. AB076839), STIPI itt-fe^CGenBank Accession 



wo 2005/035780 



24 



PCT/JP2004/015122 



No. BC002987)^>mv>T. GST(^/l^^'^:t>-S-h9>'^y:^y—'^)l&^^M^^ 
spliti?^>^PCR?fe(Sawasaki, T., et al., PNAS, vol. 99, 14652-14657, 2002)SrfflV^ 

[0060] (3) in vitro V>'^^tT^y±^ 

it-^^mi^fCo Glutathione-Sepharose 4B (T-^v^-Yi^) WflB?rlO{^4(Dl x Reaction 
bufrerT'3|E]^!5fc#-b. ;^7A1^^Xt^»<Dl x Reaction bufFert?!ii^bfc 
Glutathione-Sepharose 46^^11 ^^ilbfcio Iffi^<^i^:^://Vfofci920 ai L(Z)±|B^t 
m^mmU 20ML(DGSTa'^i5'>'^--°i5'ICS®(GST-elF4B. GST- STIPD^S-^^^ 

lil^-a-^-tirfdo ^>il>(800 X g. 5 min)^{;i. ±M^^-C. ^tJ3l^200/x LcDl x 

Reaction buffer-ciiHi?5fe?^b. nm±.^tmm\^^'bv±m^^x ^ mmi^-^yrf 

y^:^G-25:fyyJ>^^m\f^Xl x Reaction bufferlC^^UfdlO// L<Z)CaMKII 6 . 3/i L 
(D5X Activation buffer, 2 /z L(D5{^#f^[r -''P]ATP^;*JP;?L. ^>-^^-<— h(30'C. 
20 min)U '(1^(800 x g. 5 inin)#(c:. ^^*U 200/xLOl x Reaction 
buffer-esmgfcT^b. 15/zL(^lX SDS-Sample bufferSrJ!JB;tT5:9-ra^V/^^. 7.5 /xL 
^Sr^«}(12.5 % e-PAGEL. Th—)VfCo ^^tbfcy^l^^lr^i^^iir. h^v^:t^77 
xf— (BAS-2500. :7^^7^7^A)^fTV\ ^^ct^^{Cl<t>9#f>tLfc^^^^ffUfc(|2|4)o 

GSTg4'^eIF4B:JoJ;TJ«STIPl;a5CaMKIl 6 t:i<to-cy:/^'fb$;h.^SJ^?^^S 
^$;h.f::o :ittlc:<t«9. 2JSfe7ctt^^II]-T?5>ll-lRl^bfcx^4f5/h:0^ eIF4B*3j:TJ« 
STIPl-efe5rt:65, in vitroTiX-fe-l'lCj^o-Ct^fS^^tbfCo 
[0061] (4) semi-intact !;:/^'fkT5/-fe-f 

CaMKII 8 ^lrh^>'X:7:n^^/3>'||-<^i?— pcDNAS.K-) (invitrogen)iC#lai^. 

— ^*IJ;t?^)^iill^^^5|Hli|^DML^<->^b^^i:fCo#f>nfcHeLaJ^Jiattm?^ 
7'Vi5'^G-25:5t7^A^ffiV^-Cl X Reaction buffer^d^^L, 30 /z LC0^^5/:77'>-^^ 
HeLdi.fm^^thMi^4.5 ii LC^lmM ATP, 3 /z L<D3 x Reaction buffer. 9 n L(D3 x 
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Activation buffer^j!in;t. :/U'-l':/=^3.^— v'g>^(30'C. 20 min) 3 /z L(^[ -y - P 
]ATP^j!jP;t. -fV^^a.^— iy3:/(30'C. 20 min) {Cj:«9y>'^>fbS^S^fTofCo 

— (BAS-2500. 7v?:7^/UA)^iffV\ y>'^'fb>5.7Kiyh^?t^bfc:(|2l5)o ^<^^;i:^ 
CaMKII 5 ;Srh^>^:7ai^v'3i^Ufc^J}afCioV^-CtjeIF4Bi3<ttJ«STIPl>55y>'^<b$ 

tb5r,i:;55|D/6>ofCo CaMKII 6 ii:HeLammX'hmm\^X^^^^tmmW'^tiX\^^^fc 
eIF4B*3j:t/STIPl;^SCaMKII 5 05c^^WCfe^-<b^^-t"t3(7:>^©:btLSo 

^±(D^^^^^h. ^^m(Dm^mmmmm^m\^^fcm vitro ;^i^y-^>'i5^;^feds 

[0062] ;*=tii^Ji.#SSJ^j:'9rr(;ig>ffi$iX^tr6<0. 0 ^#rFm®#-^2003-353949 

[0063] [ElI]1^5uSDS-PAGEam^Wj(^l^* 

[|212]A Activation Buffer^#^T'^<^2^^^^^Sb(^^;^ B Activation 
Buffer^^yX(D2i^7t.m.%^W}(D'^M C CaMKII 5 Oftt3'9t-DHFRtrfflV>;^c 

[|ll3]y:/^'fb^4<5/h-^hy:7°^>^:«jO;S=^. MALDI-TOFMST^^ilbfc^^ffEIo 

^PV^°^5^— ^'^ii^ej^tT.^'tl.. eIF4B43j;t/STIPlT'fo5^^;65|^^-C#fcio 

[|ll4]In vitroT^/ir-Yc^^glo GSTil!l'^eIF4B4oJ;i;«STIPl;65CaMKII 6 Xm^\Z.]):^m 

[|l!5]semi-intact y V^^bT:y-ir-rcDll]o CaMKII 6 3l{E^=-^h9>';=^7^i^'>3>-Lfci 
HeLa^J3S{-:i3V >-C. eIF4B*5 j:t;«STIPlcDy ^^^'fb^iSlfl^^tl.fCo 



wo 2005/035780 



26 



PCT/JP2004/015122 



a. 

[3] te^^Bfl&^5'>'^-?i5^«^^#^-CPM$:h.5hy;^f-i5'^^^°i^K36S*tM$ttS^^?'ce<^ 

4) iolf^ 

[7] hy;{f~i5'>'/^^^;6S^Td>bil^$tl/SiS^^l--6(D(5ind^--jz:|S^(D;^i?y— 
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[Ell] 



1 2 3 4 5 6 7 8 

HeLa HeLa 
HeLa -h + 
only DHFR CaMK2d 




Ap; 1% Protease inhibitor cocktai I 
Activation Buffer 



-CaMK2d- autodhosphory latTon 56.3 i^Da 
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[133] 



CaMKO d 
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[04] 



CaMKffd control 



eIF4B STIP1 eiF4B STIPl 
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cms] 



Control 



QaMK n i 




elF4B STIP1 
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